In vivo imaging of fibrillar β-amyloid deposits may assist clinical diagnosis of Alzheimer's disease (AD), aid treatment selection for patients, assist clinical trials of therapeutic drugs through subject selection, and be used as an outcome measure. A recent phase III trial of [
Introduction
The relatively modest accuracy of a clinical diagnosis of Alzheimer's disease (AD) when compared to the definitive neuropathological findings at autopsy [4] demonstrates a current unmet need to detect the neuropathological hallmarks of AD (β-amyloid plaques and neurofibrillary tangles) in life. Plaques containing fibrillar β-amyloid are readily detectable in histological tissue specimens using dyes with high affinity for amyloid β-sheet structure (Thioflavin-S and Congo red). Analogues of these dyes have been radiolabelled to create positron emission tomography (PET) imaging tracers for detecting β-amyloid plaques in vivo. PET amyloid tracers such as Pittsburgh compound B ([ 
generally can distinguish between the presence of moderate or frequent amyloid plaques, required for the diagnosis of AD, or lesser densities that would rule out AD [24, 61] .
Results of recent studies using PET β-amyloid tracers have shown a good association between tracer retention and underlying β-amyloid plaques in brain autopsy and biopsy samples [11, 12, 28, 31, 35-38, 47, 50-52, 65-67] .
However, many of these studies have drawn on a pool of end-of-life subjects with advanced disease, in which autopsy is anticipated shortly after PET imaging and with the specific goal to demonstrate efficacy. Furthermore these studies have been required to be measured against semiquantitative neuritic plaque counts as the historical standard of truth of amyloid burden. The criteria for subject selection in such studies is critical; selection of advanced dementia subjects and a group of subjects with preserved cognition will tend to give subject sets that are at the extreme ends of the β-amyloid spectrum (neuritic plaque densities of none or frequent by CERAD criteria [43] ), biasing towards finding high test sensitivity and specificity. On the other hand, the likely beneficiaries of β-amyloid PET imaging would be those in early disease development with borderline β-amyloid pathology (sparse or moderate plaque densities by CERAD criteria). Such subjects may be most appropriate for trials testing disease-modifying drugs because they are more likely to respond to available treatments. Subjects with a limited life expectancy unrelated to cognitive status (e.g., elderly oncology patients) may have intermediate AD pathology, as well as preserved cognition.
In the recently reported [ 18 F]flutemetamol multicentre end-of-life β-amyloid imaging trials [14, 49] , subjects were drawn from both dementia clinics and hospice centres. While visual PET image assessments were compared to neuritic plaque burden to demonstrate efficacy for regulatory approval, neuropathology diagnoses and multiregional histometric measures were also recorded including amyloid plaque assessment by immunohistochemistry and amyloid phase analysis. Rather than a dichotomous distribution consisting mainly of pathology extremes, the 106 subjects in this study represent a broad and continuous spectrum of β-amyloid pathology, as well as coincident neuropathology. This enabled assessment of subjects with cortical β-amyloid burdens that were borderline for clinicopathological significance, associated with diffuse or neuritic plaques as well as the effect of mixed pathology which is the subject of the present study.
Procedures

Tissue processing and sampling
The whole brain was removed at autopsy, with brain stem and cerebellum attached, and the two cerebral hemispheres were separated. The entire left hemisphere was immersion fixed in 10% neutral buffered formalin for 21 days prior to transport. Dissection, sampling, macroscopic photography and examination, histological processing and staining were performed at a single central laboratory (Covance Laboratories Ltd, Harrogate UK) to minimize processing variability. Upon receipt of the fixed hemisphere, the brain stem and hindbrain were removed by transverse section of the midbrain at the level of the third cranial nerve, and the hemisphere was cut into 1-cm coronal slices. Eight neocortical regions were sampled; the middle frontal gyrus, superior temporal gyrus, middle temporal gyrus, and inferior parietal lobe from the lateral cerebral surfaces (these regions are required by the Consortium to Establish a Registry for Alzheimer's Disease [CERAD] [43] ) and the anterior cingulate gyrus, posterior cingulate gyri, precuneus, and primary visual cortex from the medial surface. Two 3-mm thick tissue blocks from the anterior and posterior surface of each 1-cm thick cortical sample were embedded in paraffin. Eleven additional paraffin tissue blocks were prepared to enable neuropathology diagnostics; i) olfactory tract and bulb, ii) striatum, iii) cholinergic basal forebrain nucleus, iv) thalamus, v) medulla, vi) pre-and post-central gyri, vii) anterior hippocampus, amygdala and entorhinal cortex, viii) hippocampal body, ix) pons, x) midbrain, and xi) cerebellum. The neuropathology diagnostic slide set consisted of sections from the eight cortical regions and the eleven additional regions; nineteen regions in total. Histological analysis of the neocortical regions was restricted to the left hemisphere, as the right hemisphere was sometimes retained frozen for biochemical analysis and was not always available. Prior evidence indicated that β-amyloid pathology is typically symmetric in AD [44] . Three sections each separated by approximately 100 μm were taken from both the anterior and posterior tissue blocks from each neocortical region.
Neuritic plaque assessment
The scoring of neuritic plaque density has been a standard part of AD neuropathology since 1991 Mirra et al. [33] and through two iterations of recommended guidelines Hyman et al. [26] , Hyman et al. [25] and were therefore deemed the most appropriate measure as the standard of truth to demonstrate efficacy for market authorisation regulatory approval when the GE067-007 Clinical trial was initiated and for other amyloid PET tracers [11, 12, 14] . Indeed, the regulatory authorities required the neuritic plaques assessment as described by Mirra et al. [43] . However, it is recognised that neuritic plaques are identified by dystrophic neurites (Tauopathy) to which an amyloid tracer is not expected to bind and that amyloid PET tracers bind to the amyloid component in the neuritic plaques.
Bielschowsky silver staining [39] was pre-validated from standard techniques as the primary a priori histopathology standard of truth (SOT) for the presence of clinically significant cortical β-amyloid. The potential for inter-subject variation in staining was mitigated by centralising the staining at a single laboratory, including appropriate quality controls and recording staining quality on case report forms. For all subjects, Bielschowsky-stained slides were assessed semiquantitatively for neuritic plaque frequency in neocortical regions using published CERAD-based protocols; this methodology supports the subject-level rating for neuritic plaque density determined by the highest density (none, sparse, moderate or frequent) found in any 10x objective field and in any neocortical region examined [43] . While the use of this SOT may be suitable for supporting a diagnosis of AD, other SOTs may be more suited for comparison to a more quantitative PET study. Accordingly, the classification of each case as normal or abnormal was determined by two additional methods (see Table 1 ), using multiple measures of neuritic plaque density in multiple regions. Multiple assessments mitigated focal heterogeneity that would be evident microscopically but not macroscopically at the lower (6-mm) resolution of PET imaging. The 2 multi-measure methods were both modified from CERAD and differed mainly in the number of regions assessed. The first of these modified assessments averaged numeric assessments (arithmetic mean -see below) of neuritic plaque density in each of the 8 neocortical regions to give a continuous variable. This method was aligned to the global cortical PET assessment regions and formed our Standard of Truth (mCERAD SOT ). The second method limited the assessment to only those regions originally recommended by CERAD and retained the categorical assignation of 'none' , 'sparse' , 'moderate' , or 'frequent' by employing the mode to average multiple categorical scores within regions (mCERAD mode ), thus achieving a score more representative of the total area instead of being biased towards focal accumulations of plaques.
For the two modified CERAD assessments, a total of 30 measures per cortical region were recorded on case report forms by neuropathologists (JI and CS). Briefly, 5 randomly selected grey-matter fields of view per section were The scale midpoint was 1.5, representing the threshold between sparse and moderate categories; a mean score ≤1.5 was considered normal while a mean score of >1.5 was considered abnormal for each region. The dichotomous classification of the whole brain as β-amyloid normal or abnormal was aligned to the CERAD principle of the region of maximal involvement: if any one of the 8 regions was considered abnormal, i.e., any regional mCERAD SOT was > 1.5, the whole brain was considered abnormal. Conversely, only if all regions were considered normal (≤1.5) was the brain considered β-amyloid normal (see Table 1 ).
The dichotomy of the brain as normal or abnormal was used for sensistivity and specificity calculations mandated as an endpoint for the trial whereas the continuous variable mCERAD SOT provided a less discrete measure to compare to SUVR. For mCERAD mode , the 30 measures made in each region (middle frontal, superior and middle temporal, and inferior parietal regions only) were averaged using mode to provide 4 regional categorical measures of none, sparse, moderate, or frequent. The brain was then dichotomised as abnormal if any region had a categorical assessment of moderate or frequent (see Table 1 ).
All measures were performed at a single laboratory to ensure consistency within the cohort as a consensus by two neuropathologists (JI and CS) against a priori criteria and blinded to clinical and imaging data and to the results of other histopathology analyses.
β-amyloid immunohistochemistry
Immunohistochemistry for β-amyloid was a secondary reference standard used for two sets of analyses (correlation with PET tracer retention measurements and neuropathology diagnoses). β-amyloid IHC (monoclonal antibody, clone 4G8; SIG-39220, Covance, USA, diluted 1:100) was performed on 5 μm sections after 88% (v/v) formic acid pre-treatment for 5 min and heat-mediated antigen retrieval and detected using biotinylated secondary antibody (DakoCytomation E0354, UK) and DABMap Kit (Ventana, USA). Staining was pre-validated and standardized on an automated Ventana Discovery XT staining module.
In the first 30 brains analysed, the percentage of greymatter area stained by the monoclonal antibody 4G8 was used for correlation analysis with regional PET SUVR measures. This analysis was performed on 3 step sections (separated by 100 μm) from the anterior block of each cortical region. For each of 5 randomly selected grey matter 100x fields of view per section, automated histometric measures of the % area of β-amyloid in 4G8-stained sections were recorded. A mean value was determined for each cortical region. Stained sections were imaged using whole slide scanning (Aperio XT) with a pre-developed and validated macro (MATLAB; MathWorks Inc, MA, USA) used to threshold intensity, size, and morphometry after colour deconvolution to remove the haematoxylin staining channel. All histometric measures were performed at a single laboratory to ensure consistency within the cohort by individuals who were blinded to clinical and imaging data and to the results of other histopathology analyses.
Neuropathology diagnoses
For central laboratory neuropathological diagnosis, single sections from each of the 8 cortical regions and 11 additional neuropathology regions listed above were stained with haematoxylin and eosin, Bielschowsky silver (as above), β-amyloid IHC (as above), and Tau IHC (monoclonal antibody AT8; Cat No. MN1020, Thermo Scientific, UK). Additional sections from the entorhinal cortex and midbrain were stained for α-synuclein (monoclonal antibody; NCL-L-ASYN, Leica Microsystems, U.K.) to assess Lewy body pathology, and ubiquitin (polyclonal antibody; Z0458, DakoCytomation, UK). Neuropathology reports were prepared, including macroscopic observations, microscopic findings and relevant interpretive diagnoses. Braak staging of neurofibrillary tangles (NFT) [8] , CERAD scoring of neuritic plaque frequency [43] , β-amyloid phase analysis [58] , and AD likelihood according to the National Institute of Aging-Reagan Institute (NIA-RI) diagnostic criteria [26] were recorded on case report forms. Where additional analyses were reported by the referring sites (e.g. TDP-43 immunopositivity), these were transferred to the case report forms. Neuropathology diagnoses were made at a single centre by two neuropathologists (AC and AI) to ensure consistency across the cohort. A diagnosis of AD was made according to the National Institutes of Ageing -Reagan Institute criteria [9] . Both neuropathologists were blinded to clinical and imaging data and to the results of cortical neuritic plaque analyses. Because of blinding to clinical data, neuropathology diagnoses were made with the assumption of dementia. AD neuropathologic changes were also categorised post-hoc according to the more recent NIA-Alzheimer's Association criteria (NIA-AA) [25] using amyloid phase [58] , Braak NFT stage and CERAD neuritic plaque score, collected above, as these criteria were published after trial initiation. Cerebral amyloid angiopathy (CAA) was categorised by Vonsattel grade, stage and type [57] . Other diagnoses were made against the following criteria; Tangle predominant dementia [68, 29] , frontotemporal lobar degeneration (Picks Disease) [29] , dementia with Lewy bodies [42] , multiple system atrophy [22] , and progressive supranuclear palsy [23, 40] . It should be noted that subsequent to the trial additional guidelines and diagnostic criteria for AD [25] and primary age-related tauopathy [13] have been published.
PET imaging and analysis
The acquisition of [ 18 F]flutemetamol PET images and analysis are described in detail elsewhere [14] . Briefly, Flutemetamol F 18 Injection was administered intravenously at a dose of 185-370 MBq of radioactivity at physician discretion, based on how long a scan the patient could be anticipated to tolerate; scan times were adjusted to dose to ensure equivalent scan quality with minimal patient discomfort. PET images were acquired in 2-min frames on PET/computerized tomography (CT) scanners, beginning approximately 90 min post injection. Typically, for an injected activity of 370 MBq, five 2-min frames were summed to give a 10-min scan, which was attenuation-corrected using CT data. Most images were reconstructed iteratively to form axial slices of 128 X 128 pixels and with~90 slices covering the entire cerebrum. Image reconstructions were optimised at each PET centre using a NEMA IEC phantom [46] prior to patient imaging. In addition, a CT-scan was acquired. Equipment used to capture images varied across the study sites. The images were evaluated overall as either positive (abnormal/pathological) or negative (normal) for fibrillar β-amyloid in a blinded image evaluation (BIE) by 5 independent image readers who were blinded to all clinical, demographic, and pathology information. Readers were trained independently using GE Healthcare's automated reader training program [17, 54, 63] . The interactive training program gave instruction on brain anatomy, image display, and assessment methodology to classify 5 regions; frontal lobe, lateral temporal lobe, parietal lobe, posterior cingulate/precuneus, and the striatum as either normal or abnormal. Following the training, readers had to pass a test in which they had to correctly classify at least 14 out of 15 test cases as normal or abnormal. Five trained readers classified the study cases as normal or abnormal using the same reading and classifying methodology. If any one of the regions assessed in a given case image was deemed to be abnormal, the case was dichotomised as a positive image assessment [49] . The confidence with which a reader was able to reach the decision made was recorded on a scale of 1-5 (5 being most confident). The majority read for each subject's PET image is defined as the image interpretation (normal/abnormal) made by at least 3 of the 5 readers. BIE analysis of the first 68 subjects (Study GE067-007) by 5 different readers from those used in GE067-026 are presented elsewhere [14] and are not part of this post-hoc analysis. It should be noted that PET assessments in this study was based solely upon image assessment by readers, and that SUVR measures (see below) were not used for primary dichotomous assessment as normal or abnormal.
Mapping histopathology measures to quantitative PET image SUVR measures
A detailed mapping regimen was implemented for the first 30 brains to co-register SUVR measurements with the 8 neocortical samples. SUVRs were measures of neocortical PET tracer retention normalised to the retention in the relatively spared cerebellum (SUVR cer ) or pons (SUVR pon ). Individual regional values were recorded and a composite SUVR (average across the 8 neocortical regions) was calculated. These measures were used as a pre-planned analysis to correlate tracer retention with β-amyloid histopathology as continuous rather than dichotomised variables. In addition to the first 30 brains, 2 further brains were added to this analysis post-hoc to understand the underlying pathology of false positives (cases 29 and 43 in Table 2 ). Photographs of the left hemispheres were taken pre-and post-sampling during the recording of macroscopic observations by the neuropathologist and during dissection of the fixed brains (Additional file 1). These included reconstructed hemispheres post-sampling to record the precise anatomical location from which the histological measures were made. These images were uploaded to the trial image repository and used to identify the regions sampled on ante-mortem anatomic images (CT or MRI) allowing registration with the PET images and enabling the relevant volumes of interest (VOIs) to be identified and to determine the regional SUVR. To ensure consistency across all subjects, this mapping was performed by a single individual (KH) who was blinded to clinical data and histopathology.
Data collection and analysis
All data were collected from the clinical, imaging and pathology analysis centres via case report forms, which were quality-controlled before being transferred to a central data management centre (i3 Statprobe, Austin, Texas, USA, for trial GE067-007 and H2O Clinical LLC, Hunt Valley, Maryland, USA for GE067-026). Pathology data from the initial 68 brains in trial GE067-007 were used verbatim for the extended GE067-026 trial and no reanalysis was performed on these brains. All data blinds were maintained until the database was locked, at which point the data for the study primary objectives were analysed. The study GE067-026 [49] met its pre-defined success criteria of the lower bound of the 95% exact binomial confidence interval exceeding 75% for sensitivity and 60% for specificity for the majority interpretation. All analyses presented here represent post-hoc analyses of pathology data collected during the clinical trials GE067-007 (N = 68) and GE067-026 (N = 106), regional co-registered histopathology correlates and SUVRs collected in a subset (N = 32) of the GE067-007 subjects, and PET image evaluation by 5 independent readers of all 106 subjects read as a single trial GE067-026. Receiver operating characteristic (ROC) analysis was used to determine optimal threshold values for the post-hoc analysis of regional mCERAD SOT , β-amyloid IHC % area measures, and for SUVR thresholds. SUVR comparisons were performed using parametric analysis of variance (ANOVA). The Fleiss coefficient P i was used to measure inter-reader agreement
where n is the number of readers, A is the number calling the case abnormal, and N is the number of readers calling the case negative] [18] . Non-parametric tests for correlation (Spearman's), differences (Wilcoxon Rank Sum Test or MannWhitney U test, Kruskal-Wallis test), and contingency analysis (χ 2 and Fisher's Exact Test) were used for all other analyses where indicated. All statistical tests were performed using StatSoft Statistica software (Tulsa, USA) unless otherwise stated. All graphs and figures (Except Figs. 1 and 3) were also produced using Statistica software. Graphical representation in box plots represent mean +/-1 standard error (SE, boxes) and 95% confidence intervals 
Results
The GE067-026 cohort of 106 brains included a broad and continuous spectrum of β-amyloid pathology based on mCERAD SOT and CERAD assessments (Fig. 1a) . Seventy-six brains (72%) were determined to be Fig. 1 The GE067-026 cohort contained a broad and continuous spectrum of neocortical neuritic plaque burden. Panel a. Subjects ranked by the maximal mCERAD SOT score for CERAD regions demonstrating a number of cases where dichotomy was based on a burden close to the threshold of 1.5. (cases were determined to be abnormal if any regional score was greater than 1.5, i.e. if the upper 'whiskers' in the plot are over 1.5). Most disparities between pathology and PET dichotomy as abnormal or normal occur in cases where the neuritic plaque mCERAD SOT score is close to the threshold. Downward arrowheads indicate abnormal cases that were assessed as normal by PET (false negatives) and asterisks indicate normal cases assessed as abnormal (false positives). Panel b. The spread of cases categorised by CERAD neuritic plaque frequency abnormal by mCERAD SOT , and 30 (28%) were assessed as normal; together, these brains provided a continuous distribution of cases throughout the range of neuritic plaque pathology (Fig. 1b) . Demographic data, pathology, and majority PET BIE assessments for all subjects are given in Table 2 . Sixty-six cases had a neuropathological diagnosis of AD (62%), defined as either 'intermediate' or 'high' likelihood by NIA-RI criteria [26] , in which neuritic plaques are nominally moderate or frequent in the neocortex. While AD was the predominant neuropathological diagnosis (Table 3) , it was often recorded with coincident pathologies, such as CAA (n = 24) or other vascular disease (n = 27), or Lewy body disease (LBD, n = 16). Just less than half of the 66 AD cases had "pure" AD (n = 30). Lewy body disease was the next most predominant diagnosis (n = 29; 27%) and, in addition to the 16 cases with coincident AD pathology sufficient for a diagnosis of AD, many other cases had varying degrees of co-incident β-amyloid neuropathology (Table 2) . Indeed, many of the subjects without a primary diagnosis of AD had a range of coincident AD pathology, potentially allowing assessment of PET imaging in a target population where underlying AD pathology may be coincident with other dementing disorders. This mixed pathology population included cases with neuritic plaque frequencies close to the dichotomous threshold, i.e. between sparse (normal) and moderate (abnormal) which was the presumed a priori lower limit of plaque burden detectable with [ 18 F]flutemetamol. Subjects classified as abnormal by mCERAD SOT were generally older than those categorised as normal (P < 0.01, Mann-Whitney) and the average age of female subjects was slightly older than that of males (81.5 vs 78.5 years respectively; P < 0.001 Mann-Whitney). mCERAD SOT was independent of gender (P = 0.57 Mann-Whitney). Most histometric measures of plaques, tangles, and diagnoses were correlated (Table 4) , as would be expected, given that the diagnoses of AD were derived from these measures.
Time between PET scan and death did not significantly influence the outcome although we note that one false negative case died 611 days after PET. While it is possible that the amyloid burden increased during this period we are unable to confirm this.
Blinded image evaluations of PET Images
Seventy-two cases were assessed as positive (abnormal) by majority read and the remaining 34 cases were normal by majority read ( Table 2 ). As β-amyloid is believed to deposit in phases, starting with the neocortex and advancing to subcortical regions [58] , the pattern of regional PET assessment was examined. Only one case was classified as abnormal on the basis of a single cortical region showing abnormal retention (case 49). All other cases assessed as positive by majority were positive in more than one neocortical region. With respect to cortical versus striatal results (with the potential to compare to β-amyloid phases [58] ), 6 cases were cortical positive and striatal negative (cases 44, 48, 49, 55, 58 and 64) and no case was deemed majority positive solely on the basis of an abnormal striatal retention pattern. Of the 72 majority BIE positive cases, 55 (76%) were abnormal in all 5 regions assessed and thus clearly positive. The posterior cingulate/precuneus was deemed abnormal in all cases positive by majority BIE. The striatum was deemed abnormal in 66 of these 72 positive cases by majority BIE.
The probability of the PET image being rated as abnormal increased with neocortical neuritic plaque frequency and AD diagnosis (Fig. 2) . Illustrations of PET images alongside representative histopathology for select case are shown in Fig. 3 , including some cases with discordant pathology versus PET results, which are discussed later.
Reader confidence was higher in cases deemed abnormal by mCERAD SOT than in those deemed β-amyloid normal (P = 0.000125, Mann Whitney U test), suggesting that readers felt more confident identifying abnormal retention patterns than the normal whitematter retention pattern. Unsurprisingly, reader confidence was highest in highly abnormal cases i.e. CERAD frequent or amyloid phase 5 cases (Fig. 4) and interreader agreement was highest in cases that were either clearly positive (phase 5/frequent) or negative (phase 0-2/none). When neocortical β-amyloid pathology was close to the threshold (sparse/moderate or amyloid phase 3) reader confidence and inter-reader agreement worsened (Fig. 4) . Readers were less confident assessing cases that were subsequently classified as false negatives compared to true negatives or true positives (P < 0.05 and P < 0.001 respectively Mann-Whitney U test) and inter-reader agreement was also worse ( Fig. 5 ; P < 0.001 Kruskal-Wallis). Despite the temporal cortex being the most involved of the cortical regions by pathology, the temporal cortex was scored as abnormal by PET the least frequently of the cortical regions assessed. Inter-reader agreement and probability of a positive BIE assessment were lowest in the temporal cortex and in the striatum, although these differences did not reach statistical significance (Kruskal Wallis; P > 0.05). Observed regional BIE assessments were significantly different from those expected based upon the regional mCERAD SOT scores (P = 0.0079; χ 2 test) with the temporal lobe assessed as abnormal less frequently than expected, and the other three cortical regions scored as abnormal slightly more frequently than expected. Together, these results possibly reflect a slightly more difficult interpretation of the temporal lobes compared to the other regions because of the combination of depth of sulci and partial volume effects.
Asymmetry was an occasional feature in the PET images, but while there was a small potential to misclassify cases if the β-amyloid burden was above threshold in the hemisphere not sampled for histopathology assessment, asymmetry was usually focal and no images showed asymmetry in all regions assessed (global asymmetry). Furthermore, there were very few cases dichotomized as abnormal by either PET or pathology based on a single region (which would be the cases most susceptible to misclassification), and so the risk of misclassification appeared small. Nevertheless, all cases where there was notable asymmetry (as determined post-hoc) were assessed for this potential. A potential to misclassify was only present under two circumstances. First, if pathology was normal in the left hemisphere but the PET image was assessed as abnormal, this could be incorrectly classified as a false positive if the pathologically unassessed right hemisphere was the basis for calling the image positive. However, there were no subjects with this combination. Second, if pathology (based on the left hemisphere) and PET assessments (based on both hemispheres) were both negative but there was β-amyloid pathology in the right hemisphere, then the case might have been wrongly categorized as a true negative when it would actually have been a false negative. Of five cases meeting this criterion, 4 showed minimal β-amyloid pathology; mCERAD SOT values were 0, 0, 0 and 0.4, and all readers recorded negative PET assessments for all regions. One subject (case 39) did have left-sided cortical β-amyloid close to the threshold, but again all readers uniformly recorded negative cortex assessments from the bilateral [ 18 F]flutemetamol image. The literature also suggests that there is general bilateral symmetry for β-amyloid by both PET [48] and pathology [44] .
Amyloid in neuritic plaques is the predominant β-amyloid pathology imaged by PET
The assessment of neuritic plaques in neocortical regions of the brains has been a key feature for the diagnosis of AD and was expected to be the predominant histopathological feature correlating with [ 18 F]flutemetamol PET image assessment. CERAD, mCERAD SOT , and mCERAD mode neuritic plaque assessments generally agreed, although the single-point estimate CERAD included disparities with mCERAD SOT in 15/106 cases (14%) and was a less robust predictor of PET image positivity than both mCERAD SOT and mCERADmode (Table 5 ). Four cases (4%) were dichotomised (FN) where the majority interpreted the PET image as negative in the presence of an abnormal neuritic plaque burden were associated with low inter-reader agreement (P < 0.0001, Kruskal Wallis test). False-positive (FP) cases were associated with low reader confidence (P < 0.0001, Kruskal Wallis test). Inter-reader agreement was determined as Fleiss' kappa coefficient P i (see text for details) which for 5 readers is 1 when all 5 readers are in agreement, 0.6 when the agreement is 4:1 and 0.4 when the agreement is split 3:2. Reader confidence was recorded as a 5-point scale (1-5) with 5 being most certain and 1 being the least certain. Panel c In the 3 false-positive cases, although neuritic plaque frequency was below threshold, β-amyloid in the form of diffuse plaques was comparable to mCERAD SOT cases (true positives; TP). One case also had high % area stained for β-amyloid by IHC but was low intensity and the readers called this case true negative (TN) (reader ratio 5:0, Case 13) suggesting that in this case cortical β-amyloid levels in the absence of any neuritic plaques were insufficient to produce a positive image by PET. Another case had sufficient neuritic plaques (mCERAD SOT 2.7) even though the % area stained was relatively low. For all panels, boxes represent mean +/-1 standard error and whiskers represent 95% confidence interval. Open circles represent outlier values and asterisks represent extreme values (see Materials and methods for details) differently when using mCERAD SOT vs. mCERAD mode . Significant plaque burdens in non-CERAD regions led to the differential classification of only two cases (cases 26 and 74), supporting the general view that β-amyloid pathology limited to non-CERAD regions (anterior cingulate and primary visual cortex in these cases) is atypical (2/ 106 = 2%), but should not be ignored when comparing to global cortical assessments used in β-amyloid PET imaging. Two further cases were dichotomised differently due to the statistical method used (mean vs. mode) in subjects with borderline β-amyloid pathology (cases 32 and 44). Indeed, discrepancies were only noted between any of the three neuritic plaque assessment methods when the burden was close to the threshold between sparse and moderate. Since these differences were so few in number and changed from false classifications (false negative, FN; false positive, FP) to true classifications (true negative, TN; true positive, TP) (and vice versa; case 26 FP → TN, case 32 TN → FN, case 44 FP → TP, and case 74 FN → TN; mCERAD SOT → mCERAD mode respectively), sensitivity and specificity of majority PET reads were comparable for the 2 methods (respectively 91% and 90% for mCERAD-SOT and 92% and 87.5% for mCERAD mode ). These performance measures were superior to those using the single-point estimate CERAD assessment (91% and 76% for sensitivity and specificity, respectively).
Comparison of CERAD single-point estimates and mCERAD SOT showed 15 disparate global assessments, all of which were in the sparse or moderate categories and close to the threshold between normal and abnormal. This supports the superiority of repeated measures over a single (or even duplicate) measure, but also highlights the potential for misclassification in any biological continuum when close to a fixed threshold. The fact that our SOT methods and the CERAD single point estimates all correlate well with PET tracer retention dichotomy strongly supports the notion that neuritic plaque burden is strongly associated with PET β-amyloid imaging. The probability of a subject having a positive PET image interpretation increased with neuritic plaque burden (Fig. 2a) . Subjects with a sparse neuritic plaque frequency were equally as likely to have a positive or negative PET image, suggesting that the actual threshold of plaque burden that can be detected by [ 18 F]flutemetamol (between sparse and moderate) is below the one generally accepted to be diagnostically relevant for AD diagnosis (moderate or frequent) [41] . Both cortical neuritic (Bielschowsky) and total (β-amyloid IHC) plaque burden was higher in the neocortex with advancing disease progression as determined by the β-amyloid phase [58] (Fig. 6 ) when measured as a single CERAD categorical point estimate or by mCERAD SOT (Bielschowsky for neuritic plaques) or CERAD-like categorical score (β-amyloid IHC for diffuse plaques). This increase in cortical plaque burden was associated with an increase in the probability of positive PET assessment starting in phase 3 with near certainty in phase 5. The implication is that although neocortical plaques are present in phases 1 and 2, these are below the limit of detection by blinded visual assessment of [ 18 F]flutemetamol PET images and that the threshold of a negative or positive PET image is reached between phase 3 and phase 4. These data also illustrate the increasing cortical β-amyloid burden associated with increasing subcortical β-amyloid distribution.
The maximal regional mCERAD SOT score was observed most frequently in the middle temporal lobe in nearly half of all abnormal cases (Table 6 ). Other CERAD regions were also frequently observed to be the region of maximal involvement. While the precuneus was assessed as positive by PET in all BIE-abnormal cases, this region was only classified as abnormal by pathology in 75% of the cases globally classified as abnormal. Pathology in other regions was variable. β-amyloid burden in the primary visual cortex was highly variable. The maximal involvement of the CERAD regions is in broad agreement with accumulated histopathological studies that indicate a progressive spread of β-amyloid deposition within the brain, beginning in the lateral neocortex and basal neocortex [7] and spreading through medial neocortex, subcortical diencephalon, midbrain and then into the cerebellar and hindbrain structures [58] . These studies have also suggested that most neocortical regions have a heavy burden by the time the disease has progressed to symptomatic phases. While the frequencies of β-amyloid abnormality (mCERAD SOT > 1.5) were greatest in CERAD regions (Table 6) , there was no significant difference in mean mCERAD SOT between the regions (P = 0.68; Kruskal-Wallis test N = 848). Of the 76 abnormal cases by mCERAD SOT , 40 (53%) were abnormal in all eight cortical regions and 70 (92%) were abnormal in multiple regions. Only 6 cases (8%) were dichotomised as abnormal on the basis of a single region and were therefore theoretically more prone to misclassification. Indeed, 3/6 of these single region dichotomies were discordant with PET (i.e. false-negative PET assessment by majority).
Analysis of the various histopathological scores against PET assessment showed superiority of plaque based assessments over neuropathological diagnoses. ROC analysis was performed for BIE dichotomy against categorical scores for CERAD (none, sparse, moderate, frequent), NIA-RI AD likelihood (not, low, intermediate high), NIA-AA AD neuropathologic changes (none, low, intermediate, high) and amyloid phase (phase 0-5) and for dichotomised neuropathology (moderate or frequent CERAD, intermediate or The frontal lobe was also assessed with the anterior-most aspect of the anterior cingulate in BIE assessment high NIA-RI and NIA-AA, and phase 3 or more Thal amyloid phase) against composite cortical SUVRs. In both sets of analyses Thal amyloid phase gave the greatest areas under the curve (>0.95) and this was slightly superior to the ROC analysis of dichotomised BIE against the continuous variable mCERAD SOT of 0.949. (see Additional files 2, 3, 4, 5 and 6).
The lower limit of β-amyloid detection by PET is of diagnostic relevance
Three observations indicate that the lower limit of detection of plaques by PET is just below the threshold of plaque burden used for the diagnosis of AD, i.e. the lower limit for the detection of plaques by [ 18 F]flutemetamol appears to be between the CERAD categories of sparse and moderate (5-6 neuritic plaques per 100x FoV). Firstly, the probability of an abnormal scan interpretation is almost 0 for the CERAD category of none, and almost 1 for the categories of moderate and frequent, while it is approximately 0.5 for the sparse category (Fig. 2a) . Secondly, analysis of regional mCERAD-SOT values shows that the probability of a region being assessed as abnormal by PET increases between sparse and the mid-point between sparse (mCERAD SoT =1.0) and moderate (mCERAD SoT = 2.0), i.e. at mCERAD SoT = 1.5. Above a score of 1.5, the probability plateaus (Fig. 2b) . Thirdly, ROC analysis of mapped regional histometric endpoints (neuritic plaque density, β-amyloid IHC area) and SUVR measures in all 8 neocortical regions for a subset of 32 cases provided optimal sensitivity and specificity in the mCERAD SOT range of 0.9 -1.1, corresponding to approximately 2-3 neuritic plaques per 100x FoV, in the middle of the sparse CERAD category (Additional file 2) and representing β-amyloid levels that are on average lower than those associated with clinicopathologically significant AD (cognitive impairment or dementia due to AD).
β-amyloid is the primary amyloid target of [ 18 F]flutemetamol
Although amyloid in neuritic plaque burden probably accounts for the majority of tracer retention, amyloid (β-pleated sheet) structure is found in several protein aggregates within the brain in AD and other neuropathological degenerative processes. The binding mechanism of Thioflavin-T derivatives (such as flutemetamol) to β-sheets in β-amyloid fibrils is not specific to the primary peptide sequence [6, 41] . These alternative amyloid deposits include other insoluble forms of β-amyloid (diffuse plaques and CAA), as well as other forms of amyloid, such as tau (neurofibrillary tangles [NFT] ) and α-synuclein (Lewy bodies). Our subject group contained 2 cases of tangle-predominant dementia and 1 case of Pick's disease, with minimal co-incidental β-amyloid involvement. All 3 cases were PET negative, suggesting that any cross reactivity to tau at these levels is insufficient to cause ambiguity to interpretation of β-amyloidbased tracer retention. Despite β-amyloid deposits being a commonly observed co-pathology in LBD subjects, only 55% (16/29 cases) were diagnosed with co-incident AD against the NIA-RI criteria, despite 79% (23/29) being PET positive. Most LBD cases without β-amyloid pathology were PET negative and therefore α-synuclein deposits per se may not have a strong contribution to β-amyloid PET imaging, as suggested by previous studies [9, 19, 70] . Of the 13 LBD cases that were not coincident with AD, 7 were mCERAD SOT normal (4 PET negative and 3 PET positive) and 6 were mCERAD SOT abnormal (5/6 PET positive). The 3 PET positive mCERAD SOT normal cases in this disease category represent the only false positive cases in the GE067-026 trial and were scrutinised in greater detail. Two of the three cases (cases 29 and 44) were close to the >1.5 a priori threshold for mCERAD SOT . As the limit of detection is likely below this threshold (see above), are probably only false positive by virtue of this a priori threshold. However, the third case (case 43) had very few neuritic plaques and these were confined to the primary visual cortex, a region not directly assessed in the PET BIE. Two of these 3 cases had not had β-amyloid IHC % area measurements, and so were added to the original 30 cases in a post hoc analysis. Both were determined to have a high percentage of tissue area occupied by β-amyloid (Table 1) .
Only 3 cases of CAA were recorded in the absence of a diagnosis of AD, and 2 of these were determined to be mCERAD SOT normal. Both were PET negative. For one case CAA involvement was focal and minimal, whereas the other was more extensive, i.e. Vonsattel grade 2, stage 2, and type 1 [56, 64] . With so few cases of CAA in the absence of AD (or accompanying plaque burden), no firm inference can be made regarding the contribution of CAA to tracer retention. Furthermore, composite SUVR cer of AD subjects with and without CAA were comparable (P > 0.5, ANOVA). However, indirect evidence that CAA might add to cortical tracer retention may be seen in cases where cortical β-amyloid in the form of neuritic plaques is already close to but below the threshold of detection, i.e. in the 14 amyloid phase 3 cases. In this small subset, CAA was recorded in all 8 cases in which the majority BIE assessment was abnormal and was absent in 5/6 cases where the BIE assessment was normal. The remaining case with majority normal BIE had only focal CAA. The mCERAD SOT scores for these 14 cases were comparable, while the probability of a BIE assessment as abnormal and the cortical composite SUVRs were increased (Fig. 7) .
Although the contribution of diffuse plaques to tracer retention is difficult to determine precisely, 2 observations suggest that there is significant binding to diffuse plaques in this study. Firstly, the unequivocally positive PET assessment of case 43 in the virtual absence of neuritic plaques or CAA is possibly explained by the significant cortical diffuse plaque burden, 9.4% of the grey matter stained with β-amyloid IHC (Fig. 6, Panel c) . Furthermore, any plaque burden in the striatum is predominantly in the form of diffuse plaques [20] and this region was frequently determined to be PET abnormal in our cohort. The term diffuse plaque covers a range of lesions from fleecy amorphous β-amyloid deposits through to plaques that are morphologically better defined but lack the dense core or dystrophic neurites required to be identified as neuritic. Although it has become commonly assumed that diffuse plaques do not contain fibrillar amyloid, electron microscopic observations have indicated that diffuse plaques contain sparse, loosely-textured amyloid fibrils [69] and many diffuse plaques fluoresce weakly with thioflavin S [15] indicating that fibrillar amyloid is often present, although at lower densities than within neuritic or core-only plaques. Also, while the concentration of fibrillar β-amyloid may be substantially lower within diffuse, as opposed to neuritic plaques, the volume occupied by diffuse plaques can be many times greater [43] . These observations support that, while being uncommon occurrence, a heavy diffuse plaque burden in the absence of neuritic plaques may be sufficient to generate an abnormal tracer retention signal.
Where pathology and PET imaging disagree
In our cohort of 106 subjects, the majority BIE read was disparate from the neuritic plaque assessment in 10 cases, 3 of which were false positives (abnormal PET image with normal pathology) and 7 of which were false negatives (normal PET images with abnormal pathology). Of these 10 cases, half had neuritic plaque density scores near the threshold (see below), but in the other 5 cases (cases 27, 28, 41, 42 and 43) there was no overt reason for the disparity, as the neuritic plaque density score was not considered borderline. Only one of the unexplained cases (case 43) was a false positive without a significant neuritic plaque burden (mCERAD-SOT = 0.3, see earlier comments on heavy diffuse plaque burden in this case). A CERAD assessment of moderate entered onto the case report form was not substantiated by the mCERAD SOT score nor the neuropathology report, and was deemed a transcription error from "moderate diffuse plaque frequency," which was recorded in the report. However, whilst there is little doubt that the cortical plaque burden was low, the % greymatter area stained with β-amyloid IHC was high (see Fig. 3 ), the amyloid phase was 4, the Braak stage was III, and the patient had a history of dementia. Because of the scarcity of neuritic plaques and presence of significant Lewy bodies, the primary diagnosis for this case was LBD. Interestingly, this case would be considered as having intermediate AD neuropathology changes if using the more recent National Institute on Aging-Alzheimer's Association (NIA-AA) diagnostic criteria [25] .
The remaining 4 cases were false negatives with unequivocally abnormal β-amyloid burdens. The mCER-AD SOT scores for these cases were 1.8, 2.1, 1.9, and 2.7 for cases 27, 28, 41, and 42, respectively (Table 1) . It is possible that the increased partial volume effect produced by severe neocortical atrophy may be at least partially responsible for the misclassification, although equivalent atrophy was seen in many patients whose images were correctly interpreted. Three of these 4 cases had a modest neuritic plaque burden and only one of them had a heavy neuritic plaque burden (mCERAD SOT = 2.7, case 42). This last case should not have escaped PET detection. Indeed, in this case (case 42), 2/5 readers recorded abnormal retention in 4 of the 5 regions assessed, and all 5 readers reported low confidence in interpreting this image.
Most disparities occurred in cases with sparse or moderate neuritic plaque densities. The differentiation between sparse (1 to 5 plaques) and moderate (6 to 19 plaques) may differ by one plaque per field of view, and some misclassification is therefore inevitable when the underlying pathology is close to a threshold. Indeed, half of the disparity cases had β-amyloid pathology categories straddling the threshold for dichotomy (sparse and moderate) and amyloid phase 3 (4/10). Of the 7 false negative cases, only 1/7 (14%) was abnormal for all 8 cortical regions assessed compared to 39/69 (56%) in true positive cases. The remaining cases varied from 1 to 5 regions abnormal (out of the 8 sampled). Furthermore, of 6 cases classified as abnormal on the basis of abnormal pathology in a single region, half were classified as false negatives. However, it is important to determine whether additional factors could contribute to misclassification.
In a post-hoc analysis, we classified cases as equivocal by either PET or pathology against the following defined criteria; equivocal by pathology if the mCERAD SOT max was 1.25 -1.75, based on a theoretical influence of 1 aberrant measure on a regional assessment; 5 slides scored as 1.5 and one slide scored as 0 (mCERAD SOT = 1.25) or 3 (mCERAD SOT = 1.75); equivocal by PET if fewer than 4/5 readers concurred; i.e., if majority assessment was 3:2, or if reader confidence was low (mean confidence of less than 4 on a scale of 1-5). A total of 24 cases were equivocal by either PET or pathology criteria; 6 cases were equivocal by both criteria. Fourteen cases were considered as equivocal by pathology, 12 with borderline mCERAD SOT and 6 with mCERAD SOT > 1.5 based on a single region (4 cases met both criteria). Sixteen cases were equivocal by PET, all with low reader confidence and 4 of these also by split majority (3:2 reader ratio). Interestingly, of these 16 cases, half were amyloid phase 3, or the preclinical to clinical transition phase (P < 0.01, χ 2 test; observed vs. expected), indicating that at this intermediate level of AD β-amyloid pathology, the images are less easy to interpret. Indeed, of the 14 phase 3 cases, only half were interpreted as positive by BIE majority. Of the 10 cases that were false positive or false negative by PET majority read, half were equivocal by pathology.
Discussion
The data presented in this study examined the histopathology underlying [ 18 F]flutemetamol tracer retention and PET image interpretation. The cohort of 106 endof-life subjects represented a broad and continuous spectrum of β-amyloid pathology and other comorbidities, including several cases where the neuritic plaque burden was diagnostically equivocal. Such cases are valuable for a critical assessment of imaging agent performance and diagnostic limitations.
No subjects were designated as abnormal by majority PET interpretation in the absence of fibrillar β-amyloid plaques. This study, and others using alternative β-amyloid PET tracers, demonstrate that neocortical neuritic plaque burden is the most important β-amyloid histopathological feature underlying tracer retention [11] . Key to demonstrating this was the reliable assessment of the neuritic plaque burden through multiple regional assessments that considerably improved upon a single point CERAD assessment, which is vulnerable to sampling bias and inter-reader variability [1] . Additionally, rather than limiting histopathological or PET analysis to the 3 anatomic regions originally recommended by CERAD, global cerebral tracer retention, which is reflective of global cerebral β-amyloid deposition, is validated by the good efficacy of multiple trials and tracers [11, 12, 28, 31, 35-38, 47, 50-52, 65-67] . Indeed, interpretation of PET images may be enhanced by the inclusion of medial cerebral gyri, notably the cingulate and precuneus, regions that have not previously formed part of the standard neuropathology assessment. In practice, assessment as abnormal based upon a single region is unusual. Only a single case (<1%) in our cohort was designated as abnormal based upon a single positive PET region. Interestingly this case has borderline amyloid burden (case 49). Although tissue sections are relatively thin, in coronal cross section they cover a cortical area (3-5 cm) comparable to that assessed by PET and are unlikely to be a cause of discrepancy between the pathology and PET, especially if 8 (or more) cortical regions are assessed and multiple plaque measures per section also mitigated plaque heterogeneity. Furthermore, there is likely to be merit in assessment of subcortical areas such as the striatum [5] which is significant in amyloid progression [25, 57] .
Unsurprisingly, the single most confounding factor in image interpretation is equivocal pathology, where the underlying histopathology is near the limit of reliable detection in PET images. In the present multi-reader study, this was manifest in low reader confidence and disagreement between the multiple readers. In clinical practice, it will probably be beneficial to consider a categorical assessment of "equivocal", an option which was not made available to readers during efficacy trials due to the regulatory requirement of dichotomy. Importantly, the detectable neuritic plaque burden by [ 18 F]flutemetamol imaging is diagnostically relevant in that it aligns with what is the accepted distinction between normal and pathologic levels of β-amyloid burden used for AD diagnosis. However, the probability of a positive PET assessment is non-zero in the sparse CERAD category and over a range of mCERAD SOT scores between 1 and 2 (sparse to moderate). It is possible that varying PET methodology may be able to alter the threshold for calling a scan positive. Paradoxically, better PET sensitivity will cause worse accuracy for predicting cognitive impairment due to AD as too many sparse-plaque cases will be called PET positive. On the other hand, detecting more of the sparse plaque cases may be better for subject selection for prevention trials for AD, as the chance of success for such trials will presumably be better for those subjects at an earlier disease stage. The lower limit of detection of plaques by amyloid tracers may vary by anatomical region and partial volume effects, but it appears likely from these results that flutemetamol may detect cortical plaques below the threshold normally associated with a clinically significant "moderate" plaque burden and further quantitative methodological studies are needed.
Mixed pathologies in this cohort enabled us to investigate how co-incident pathology may impact PET image interpretation. Amyloidopathies other than those containing β-amyloid (i.e. tauopathies and synucleinopathies) did not clearly interfere with β-amyloid PET interpretation, most likely through a lack of detectable signal. We cannot comment on the potential for a weak signal in areas not assessed in this study, e.g. mesial temporal for Tau). However, other forms of β-amyloid deposits such as diffuse plaques and CAA possibly contribute to overall tracer retention. These forms of β-amyloid are often associated with AD, but are also seen as separate entities, in that they are occasionally recorded in the absence of typical AD neuritic plaque and NFT neuropathology. The β-amyloid burden in the form of diffuse plaques is variable, as the term covers a range of lesions with varying β-amyloid density and fibrillar β-amyloid content. Nonetheless, frequent diffuse plaques alone were sufficient for PET positivity in the cortex of one case (case 43) and in the striatum in 9 cases -in agreement with in vitro studies of flutemetamol and the chemically related PiB, which lightly stain diffuse plaques [28] .
While at first impression, the inability to discriminate between a significant diffuse plaque burden and a more modest neuritic plaque burden may appear to be a disadvantage, this may not be a critical weakness, as cases with a heavy load of cortical diffuse plaques but absent or scarce neuritic plaques are uncommon. Also, more importantly, such cases may meet current diagnostic criteria for clinicopathologically significant AD as exemplified by case 43, which met the 2012 AD criteria [25] . Indeed, such tracer retention by diffuse plaques may be a diagnostic advantage in regions such as the striatum, where plaques are predominantly diffuse [16] yet are diagnostically indicative of an advanced β-amyloid phase [58] , and may also be used to predict associated NFT stage [16] . In this latter study, striatal β-amyloid identified AD pathology in the presence of Lewy body disease, which is analogous to some of our subjects. Striatal β-amyloid detection may be particularly important in some cases of presenilin-1 (PS1)-associated AD where the striatum may be the first area affected [34] . However, to our knowledge, we did not have any PS1 mutations in this study. The presence of plaques in the striatum represents a transition from amyloid phase 2 (Normal) to phase 3 (Abnormal) [58] . However, in the early stages of phase 3 amyloid burden is likely to be insufficient to be detected by PET imaging and the burden in the striatum may not become sufficient until phase 4. Indeed, in the 6 cases where PET assessment was positive in the cortex but negative in the striatum 4 were classified as phase 3 and 2 were classified as phase 4. We are currently assessing the significance of striatal imaging in further depth (see also changes to the AD diagnostic criteria below).
While the β-amyloid in cortical diffuse plaques may not often be clinically significant on its own, the deposits of β-amyloid in CAA confer a substantial risk of lobar haemorrhage. Therefore, the ability of β-amyloid tracers to identify CAA is of considerable interest [3, 30] . While others have reported positive PET signal with CAA using the chemically related [ 11 C]PiB [3, 30] , our cohort contained no cases with CAA in the absence of at least some fibrillar β-amyloid plaques. Nonetheless, CAA may contribute to cerebral PET positivity in a subset of cases supporting reports that CAA is detectable by others [2] but that, although substantial amounts of β-amyloid may be present in vasculature, tracer retention by CAA is modest compared to that by cortical neuritic plaques. Our analysis did not include PET image assessment of the occipital lobe, where others report predominant CAA tracer retention [2] . Any potential clinical utility of β-amyloid tracers with regards to CAA may rest mainly in the ability to rule out CAA with a negative scan, in much the same way as a negative scan also rules out AD.
Significant cortical atrophy in end-stage Alzheimer's disease can complicate the interpretation of [ 18 F]flutemetamol PET images, which requires assessment of pathological gray-matter retention adjacent to normal white-matter retention pattern. In most circumstances, this is relatively straightforward, but may be complicated by significant atrophy of the cortical ribbon, rendering differentiation between grey and white matter more difficult in the PET only image. As atrophy is a common feature of advanced AD, atrophy in the cohort as a whole was generally more frequent with increased positive PET images, reflecting the underlying advanced AD. However, in cases where atrophy was recorded as severe, the probability of a positive PET interpretation decreased without a concurrent drop in reader confidence. Four of the seven false negative cases were noted to have severe atrophy during gross examination at post-mortem. It therefore appears likely that while equivocal pathology is associated with low reader confidenceand likely accounts for some of the false negative cases -atrophy probably accounts for some of the false-negative interpretations without a concurrent drop in reader confidence. While amyloid pathology is generally symmetric in distribution, focal atrophy present in some of our cases showed distinct laterality, resulting in an asymmetric PET image. The electronic training program for image interpretation [54, 63] provides guidance on how to interpret images with such focal atrophy.
Our results demonstrate an association of [ 18 F]flutemetamol PET with β-amyloid deposition in the neocortex, while PET positivity correlated less well with a neuropathologically-supported diagnosis of AD. The AD diagnostic criteria used here were the National Institute of Aging -Reagan Institute criteria [26] . The association between neuritic β-amyloid plaques and NFT is imperfect [21] , and so any measure of β-amyloid in the cortex cannot 'rule in' AD, as it is unable to measure NFT. Instead, its utility is primarily intended to 'rule out' AD if the PET scan is negative. However, the PET detection of striatal plaque burden may offer a more sensitive assessment of AD progression [16] and a recent revision of AD diagnostic guidelines [25] , which includes β-amyloid phase analysis [58] , indicates that striatal imaging may refine AD assessment with β-amyloid tracers.
The GE067-026 trial findings presented here for [ [11, 28, 67] . The 'holy grail' for subject selection for prevention trials would be detection of early or preclinical plaque burden with a detection limit clearly below the levels that are associated with significant cognitive decline. The probability of a positive PET image interpretation in this study was 50% in the sparse category, suggesting that this may be possible, but it seems likely that analysis of other regions, such as the striatum or, better yet, a measurable, reliable quantification method, would likely improve the lower detection limit, enabling assessment of β-amyloid in preclinical AD, a stage of disease almost certainly more amenable to preventative treatment strategies or disease-modifying therapeutics. In this context, it is necessary to note that recent studies reported that amyloid PET only detects cases with already advanced amyloid phases (3 and higher) whereas initial phases (1 and 2) could not be identified with [ [45, 55] . Conversely, increasing the sensitivity of PET β-amyloid scans may decrease the specificity to predict clinically significant AD neuropathology. It is possible that PET image interpretation methods might be adjustable to fit the clinical setting, with a less sensitive scan (similar to those currently in use) being used in the setting of dementia and a more sensitive scan used in the setting of selection of cognitively normal, β-amyloid positive subjects for AD prevention trials. β-amyloid PET imaging studies with neuropathology validation in post-mortem brains [2, 9-11, 27, 28, 32, 33, 45, 53, 62] or biopsy brain tissues [37, 50, 51, 67] are usually limited by small numbers of subjects and could be biased by variable time between PET acquisition and autopsy or biopsy. However, our study of 106 subjects is a relatively large cohort and the influence of variable PET to autopsy interval was not a significant factor [49] . Small numbers of disease transition subsets, such as 14 amyloid phase 3 subjects, show interesting results -low reader confidence, low inter-reader agreement and possible influence of CAAand while analyses reach statistical significance, conclusions drawn from small numbers such as these require further research to substantiate or refute these findings.
Conclusions
In summary, examination of data from an end-of-life clinical trial of Flutemetamol F 18 Injection demonstrated a high specificity and sensitivity for β-amyloid pathology, and detection of a diagnostically relevant neuritic plaque burden. Abnormal PET scans were always associated with underlying AD histopathology and equivocal PET scan reads usually indicated some underlying AD histopathology, possibly at levels usually associated with cognitive normality or early mild cognitive impairment. Other co-morbidities did not interfere with image interpretation, although advanced cortical atrophy could hamper interpretation even in advanced AD cases. For the future, opportunities to quantify or automate the interpretation of PET images [59] and the study of greater numbers of subjects in the intended target population may further refine the clinical utility of β-amyloid PET imaging following Flutemetamol F 18 Injection.
